. An evolutionary conserved subfamily of tetraspanins. (A) Amino acid identity levels between H. sapiens (Tspan5, 17, 14, 33, 15, 10) , D. melanogaster (Tsp26A, 86D, 3A), and C. elegans (Tsp12) TspanC8 tetraspanins. The prototypal tetraspanin CD151 is also included for comparison. Human tetraspanins have most often less than 30% identity with each other. (B) Sequence alignment of the second extracellular domain of CD151 and the different H. sapiens, D. melanogaster, and C. elegans TspanC8 tetraspanins. This domain is highly divergent within the tetraspanin superfamily with the exception of a few residues that probably maintain the tetraspanin fold (pink). In contrast, TspanC8 tetraspanins share many conserved residues (red, >80% conservation; blue, >60% conservation; green, conservative substitutions) within this domain. The two additional cysteines that are the hallmark of TspanC8 are in yellow. Note that although Tsp12 has only six cysteines in the large extracellular domain, it shares many residues characteristic of TspanC8. The three conserved helices of this domain are shown on top of the sequences. , and Tsp26A in a Tsp86D heterozygous background (F). Silencing was achieved using ap-GAL4. See Fig. 2 for a wild-type control and Table S1 for complete genotypes. (G) Histogram showing the number of bristles located in dorsal-central rows 1-5 of the notum (n is the number of scored flies for each genotype). The genotypes are indicated by letters corresponding to the other panels of this figure. For each genotype (except B), the distribution was significantly different from wild type (wt;  2 test, P < 0.01). (I-K) Wing margin and vein pattern in adult flies silenced for kuz (J) and Tsp3A, Tsp26A, and Tsp86D (K). Silencing was performed using sd-GAL4. A wild-type control is shown in I. Loss of TspanC8 activity in the wing results in wing nicks and vein-thickening Notch-like phenotypes that are milder than those seen upon the silencing of kuz. The expression of GFP-Tsp86D (green) was efficiently and specifically silenced in border cells (marked by the expression of RFP under the control of slbo-GAL4) by dsRNA directed against Tsp86D (C-C). In the absence of dsRNA (A-A) or in the presence of dsRNA directed against Tsp3A (B-B), GFP-Tsp86D was detected in border cells. The GFP fluorescence signal was measured to estimate the relative levels of GFP-Tsp86D (D; a.u.: arbitrary units). (E-G) Conversely, the expression of GFP-Tsp3A (green; no dsRNA in E-E) was efficiently silenced by dsRNA directed against Tsp3A (G-G) expressed but not by Tsp86D dsRNA (F-F) . Unfortunately, the expression of GFPTsp3A and GFP-Tsp86D was too low in imaginal tissues to evaluate the efficiency of silencing in these tissues. (H) Quantification of the GFP-Tsp3A signal as in D. Fig. 7 , B, C, and H (wt): w, c306-Gal4/w; slbo-GAL4, UAS-GFP/+ Fig. 7 , B, C, and H (TspanC8): w, c306-Gal4/w; slbo-GAL4, UAS-GFP/UAS-dsRNA tsp3A, UAS-dsRNA tsp26A ; UAS-dsRNA tsp86D/+ Fig. 7 , B and C (kuz): w, c306-Gal4/w; slbo-GAL4, UAS-GFP/dsRNA kuz 
